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Fig. 10 



Closiri&um botulinum type TL 
(strain beluga) chromosomal DNA 



PCR with a proof reading 
thermopolymerase 



1: Markers 

2: Negative control 

3: Sample 




BamHI 



His tag 



3.5-kB DNA fragment purified 
and cloned into BamHI an d PstE 
sites of pQE30 expression vector 



Pstl 



B6N17E 




ATG AGA CGA TCC CAT C AC CAT CAC CAT C AC GGATCC CCA AAA ATT AAT ACT TTT 
M R G S H H H H H H G S P K I M 8 T 
Start Poly histidine tag Bam HI BoNT/E light chain 



Forward primer with E212Q substitution 




ligated and transf ormed in E. coli 
E212Q Single-chain mutant . 



Fig. 12 



Culture of E. coliM15[ pQEESCwt) 

I 

Overnight in duction with IPX G 

i 

Harvest, extraction and centr if ligation 



Metal chelate affinity chromatography 
SDS-PAGE (reducing cond.) 



1 : Cell-free extract 

2: Flow-through 

3: Wash 

4: Eluate 

(0.1 5M imidazole) 
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^-150 kDa 
BoNTSC 

Yield: O^mg/L of 
culture 



Protein stained 



Western blotted 
with anti-His IgG 



Fig. 13 



1 : BoNT/E from Clostridium botutinum 
2: Un-nicked recomb. BoNT/E 
3: Nicked recomb. BoNT/E 
M: Markers 
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Anti-Hc Antl-His 
Western blotting 
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Fig. 14 



GST-SNAP*25(140-205) 
incubated with: 

Native di - chain 
(puiueki) Recomb. single - chain 
(yU&eS} Recomb. di - chain 



+ DTT 



(nM) 0. 




Recomb. di - chain mutant 
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Fig. 15 
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